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Isolated Mouse Heart Perfusions
Mice were heparinized (100 U IP) and anesthetized by sodium pentobarbital (150 mg/kg IP). The heart was excised and retrograde perfused in the Langendorff mode at a constant pressure of 80 mm Hg at 37°C with an oxygenated (95% O2 and 5% CO2 (pH 7.4) perfusate (NaCl 118 NaHCO3 25, KCl 5.3, CaCl2 1.8, MgSO4 1.2, glucose 10, and pyruvate 0.5). Hearts were paced at a constant rate of 7.5 Hz (450 bpm) for 10 minutes, then subjected to global, no-flow ischemia (non-paced) for 10 minutes, and freeze-clamped with Wollenberger tongs that were precooled in liquid nitrogen
Immunohistochemistry for 4-Hydroxy-trans-2-nonenal (HNE):
Left ventricular tissue sections (4 μm) were blocked with 10% goat serum in phosphate- 
